A series of novel temperature responsive hydrogels were synthesized by free radical polymerization with varying content of chrysin multiacrylate (ChryMA). The goal was to study the impact of this novel polyphenolic-based multiacrylate on the properties of N-isopropylacrylamide (NIPAAm) hydrogels. The temperature responsive behavior of the copolymerized gels was characterized by swelling studies, and their lower critical solution temperature (LCST) was characterized through differential scanning calorimetry (DSC). It was shown that the incorporation of ChryMA decreased the swelling ratios of the hydrogels and shifted their LCSTs to a lower temperature. Gels with different ChryMA content showed different levels of response to temperature change. Higher content gels had a broader phase transition and smaller temperature response, which could be attributed to the increased hydrophobicity being introduced by the ChryMA.
Introduction
Stimuli responsive hydrogels, which are often referred to as intelligent hydrogels, are a type of hydrogel where swelling behavior changes in response to environmental factors such as pH, salt concentration, ionic strength, and temperature, or a combination therein [1] [2] [3] [4] . Among these, pH and temperature responsive gels have gained the greatest attention, and they have been shown to be easily tunable [5] . N-isopropylacrylamide (NIPAAm)-based polymers, as one of the most widely studied temperature responsive polymers, have shown great potentials in various fields. NIPAAm-based polymers exhibit a lower critical solution temperature (LCST) at~32-33 • C in aqueous solution, which can be easily adjusted to physiological temperature through the modification of the hydrophilic/hydrophobic balance in the polymer with comonomers [6] [7] [8] [9] [10] . There are numerous applications of the sharp phase transition, which can be a reversible swelling change for crosslinked systems, especially in the designing of a controlled release system e.g., drug delivery, analytical separation and detection [11] [12] [13] [14] [15] .
Chrysin (5,7-dihydroxyflavone) , a naturally occurring flavonoid presents at high levels in honey and propolis, has shown potential pharmacological effects in inhibiting coronary heart disease, stroke, and cancer [16] . As a flavonoid, chrysin has been widely studied both in vitro and in vivo for its anti-inflammatory, antioxidant, antiviral, and immunomodulatory effects [17] . Multiple researchers have shown that chrysin stimulates or inhibits a wide variety of enzyme systems [17] [18] [19] [20] . In this work, chrysin is not studied as biomedical agent, but it is acrylated and used as a hydrophobic comonomer/crosslinker that is incorporated in an NIPAAm-based temperature responsive hydrogel system.
In the present study, a series of temperature responsive hydrogels consisting of NIPAAm and varying amount of ChryMA were developed. The LCST of NIPAAm gel can be easily altered by adjusting the hydrophilic and hydrophobic balance of the network [7, 8] . The use of comonomers to adjust the LCST of NIPAAm gels have been well studied, although such studies have focused mostly on the hydrophilic modification of the polymer network. Some of the well-known hydrophilic crosslinkers/comonomers such as acrylic acid (AA) [21] [22] [23] [24] [25] [26] and methacrylic acid (MA) [3, [27] [28] [29] have been extensively reported in previous publications. However, few have reported on the hydrophobic crosslinkers/comonomers. Most recently, our group reported two sets of NIPAAm gels using hydrophobic crosslinkers curcumin multiacrylate (CMA) and quercetin multiacrylate (QMA), which have shifted the LCST of NIPAAm gel from 33 • C to 30.4 • C and 28.9 • C, respectively [30] . Other groups, such as Gan et al., investigated the phase transition behavior of hydrophobically modified biodegradable hydrogel using poly(ε-caprolactone) dimethacrylate (PCLDMA) and bisacryloylcysatamine (BACy) as the crosslinkers. The LCST was shifted from 32.6 to 30.68 • C, yet the swelling ratio remained high (~20) [31] . In addition, butyl methacrylate (BMA) [32] , di-n-propyl acrylamide (DPAM) [33] , polystyrene [34] , benzo-12-crown-4-acrylamide (PNB12C4) [35] , and others have been reported in recent years on the hydrophobic modification of NIPAAm hydrogel. In this work, we present novel NIPAAm hydrogels with varying content of hydrophobic comonomer/crosslinker ChryMA, which acts as a model compound for the successful synthesis of similar hydrophobic/polyphenolic materials for various fields of application.
Results and Discussion

Characterization of ChryMA
HPLC chromatograms for chrysin and ChryMA are shown in Figure 1 . The red and blue lines represent chrysin and ChryMA, respectively. A single and distinctive peak was observed at 7.2 min in the red line, which corresponds to the chrysin with a high purity. Two peaks are shown around 10 and 11 min in blue line, which are the different acrylates of chrysin. On the basis of an increase in the inherent hydrophobicity of the acrylated chrysin, the peak at 10 min was identified as the monoacylate, and the peak at 11 min was identified as the diacrylate. No peak was observed at 7.2 min for the case of ChryMA, indicating that all of the precursor was converted to acrylated product. The composition of mono-and diacrylate was characterized in liquid chromatography time-of-flight (LC-TOF), and these two forms were determined to be present in molar amounts of 36.9% and 63.1%, respectively, which are similar to the observed ratios from HPLC absorbance peak areas. The average molecular weight of ChryMA was calculated to be 365.3 g/mol based on the composition of mono-and diacrylates in the product. The chemical structure of precursor, monoacrylate, and diacrylate are shown in Figure 2 . 
Synthesis of NIPAAm-co-ChryMA Gels
NIPAAm-co-ChryMA gels were synthesized by free radical polymerization using ammonium persulfate (APS) as a thermal initiator. The crosslinker poly(ethylene glycol) 400 dimethacrylate (PEG400DMA) was kept at 5 mol %, while the ratio of NIPAAm and ChryMA was varied to determine the influence of the hydrophobic crosslinker/comonomer in swelling behaviors and phase transition properties. The control group was synthesized using 5 mol % of PEG400DMA with the rest of NIPAAm, which is referred to as ChryMA 0.0. Three other hydrogel systems were synthesized with 2, 4, or 6 mol % of ChryMA, referred to as ChryMA 2.0, ChryMA 4.0, and ChryMA 6.0, respectively. With these reaction conditions, hydrogels could not be synthesized with more than 6 mol % of ChryMA, which is potentially due to the larger ChryMA molecule sterically hinder gel synthesis at the double bond reactive site. The texture of swollen gel became stiff and rubbery as the amount of ChryMA increased, while low ChryMA content gels were soft and flexible. The polymerization schematic of synthesizing NIPAAm-co-ChryMA gel is shown in Figure 3 . 
Kinetic Swelling Study
The kinetic swelling behavior of NIPAAm-co-ChryMA gels was studied at 25 °C in a water bath for up to 48 h. The mass swelling ratio "q" was defined as the mass at the swollen state divided by the mass at the dry state, and the q as a function of time is shown in Figure 4 . From the result, it can be noticed that all gels reached equilibrium swelling by 24 h, and the equilibrium swelling ratios decreased with ChryMA content. The addition of ChryMA increases the hydrophobicity of copolymer gels, and thus, the hydrogels have less affinity for water. Furthermore, the increasing ChryMA content in the gel network increases the degree of crosslinking. Both of these factors can be attributed to the lower swelling ratio of the hydrogel with a higher content of ChryMA. 
The kinetic swelling behavior of NIPAAm-co-ChryMA gels was studied at 25 • C in a water bath for up to 48 h. The mass swelling ratio "q" was defined as the mass at the swollen state divided by the mass at the dry state, and the q as a function of time is shown in Figure 4 . From the result, it can be noticed that all gels reached equilibrium swelling by 24 h, and the equilibrium swelling ratios decreased with ChryMA content. The addition of ChryMA increases the hydrophobicity of copolymer gels, and thus, the hydrogels have less affinity for water. Furthermore, the increasing ChryMA content in the gel network increases the degree of crosslinking. Both of these factors can be attributed to the lower swelling ratio of the hydrogel with a higher content of ChryMA. 
Temperature Dependent Swelling Study
To study the impact of comonomer content on thermoresponsive swelling behaviors, two temperature dependent swelling studies were conducted. The first study aimed to generate a temperature swelling profile. In this study, copolymer gels were allowed to swell at different temperatures, and their mass swelling ratios were measured after 24 h. As shown in Figure 5 , higher temperature caused a lower swelling ratio; and the higher ChryMA content led to a lower transition temperature. Meanwhile, higher ChryMA content gels showed lower swelling and broader phase transition due to more crosslinking in the structure and the addition of hydrophobic content. As temperature increased, all copolymer gels almost completely collapsed by 37.5 • C. Gels 2017, 3, 40 5 of 10
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LCST Measurements
Various methods are known for determining the LCST of NIPAAm hydrogels, but the most widely used methods are differential scanning calorimetry (DSC) and the equilibrium swelling ratio method. The DSC technique is often more precise since it gives information on the heat released from the cleavage of hydrogen bonds between water and the polymer chain [37, 38] . In a typical DSC thermogram, the endothermic peak is referred to as the LCST of the hydrogel, where intramolecular hydrogen bonds between water and NH-break.
Homopolymer NIPAAm is known to have an LCST around 32-33 °C. PEG 5.0 control gel showed an upward shift in LCST to 34.5 °C, which is likely due to the hydrophilicity of PEG400DMA. The incorporation of hydrophilic groups increases the amount of intermolecular hydrogen bonding, so that additional heat is necessary to break the hydrogen bonds, resulting in an increase in the LCST.
The NIPAAm-co-ChryMA gels exhibit an LCST that can be tuned from 34.5 to 27.4 °C by altering the ChryMA composition, as shown in Figure 7 . The addition of hydrophobic ChryMA shifted the LCST to lower temperatures due to the fewer hydrogen bonds, meaning that less energy was needed to beak the bonds, thus the transition temperature decreased. In addition, broader peaks were observed for high ChryMA content gels. Important characteristics of synthesized gels are summarized in Table 1 . 
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Conclusions
Hydrophobically modified NIPAAm-co-ChryMA hydrogels were successfully developed through free radical polymerization. Gels with four different compositions were synthesized to study the effect of comonomer content on their swelling and phase transition behaviors. The swelling ratios of copolymeric gels decreased with an increase in ChryMA content, and the addition of ChryMA shifted the LCST to lower temperatures. As temperature increased, swelling decreased for all gels, displaying strong temperature responsive behavior, and this response was shown to be reversible. These novel hydrogels have various potential applications in biomedical, environmental, and other fields.
Materials and Methods
Materials
N-isopropylacrylamide (NIPAAm, 97%), initiator ammonia persulfate (APS, ≥98%) triethyl amine (TEA), acryloyl chloride (AC), and chrysin were purchased from Sigma-Aldrich Corporation (St. Louis, MO, USA). Poly(ethyleneglycol) 400 dimethacrylate (PEG400DMA) was purchased from Polysciences, Inc (Warrington, FL, USA). All solvents were purchased from VWR International (Radnor, PA, USA). Molecular sieves (3 Å) were added to the solvents to remove any moisture present and to maintain their anhydrous state.
Synthesis of ChryMA
Comonomer chrysin multiacrylates (ChryMA) were prepared in accordance with the protocols described previously [39, 40] . Briefly, chrysin was dissolved in an excess amount of THF, followed by the addition of AC with the ratio to chrysin of 3:1. TEA was added in the same molar ratio as AC to capture the byproduct hydrogen chloride by forming a chloride salt with the progression of the reaction. AC was added dropwise under continuous stirring in an ice bath to prevent the reaction from overheating. Since Chrysin is light-sensitive, the acrylation process was conducted under dark conditions for 16 h. Then, the obtained mixture was filtered from salts and evaporated under vacuum using a liquid N 2 trap. Further purification was conducted by multiple washes with 0.1 M K 2 CO 3 and then 0.1 M HCl to remove any unreacted AC and TEA. The final product was filtrated once more and vacuum dried to obtain powdered ChryMA. The product was kept in a freezer at −20 • C until use.
Characterization of ChryMA Using High Performance Liquid Chromatography (HPLC)
The obtained ChryMA was analyzed through reverse-phase HPLC (Waters Phenomenex C18 column, 5 µm, 250 mm (length) × 4.6 mm (inside diameter, I.D.) on a Shimadzu Prominence LC-20 AB HPLC system) to verify product quality. Samples were dissolved in acetonitrile (ACN) at 100 µg/mL. A gradient from 50/50 ACN/water to 100/0 ACN/water over 24 min at 1 mL/min was used with the column chamber set at 40 • C. The absorbance was measured from 260 nm to 370 nm.
Synthesis of NIPAAm-co-ChryMA Gels
NIPAAm-co-ChryMA hydrogels were synthesized using the free radical polymerization approach. ChryMA and NIPAAm were dissolved in DMSO with the feed ratio of 2/93, 4/91, or 6/89 mol %, and PEG400DMA (crosslinker) was kept at 5 mol %. The initiator, APS, was dissolved in deionized (DI) water to the specified concentration of 0.5 mg/mL and added at 4 wt % combined weight of NIPAAm and ChryMA. To increase solubility, the reaction mixture was preheated at 80 • C before adding the initiator, APS. Instant polymerization occurred, but gels were allowed to continue the reaction for 1 h to ensure high conversion. To remove any unreacted monomers, gels were washed with excess acetone and DI water three times each, for 30 min per wash. Then, gels were cut into small pieces (5 mm in diameter) and freeze-dried overnight until no further mass change occurred. Reaction components for all gels are summarized in Table 1 . Table 1 . The compositions, equilibrium swelling ratios, and LCSTs of the NIPAAm-co-ChryMA gels studied.
Sample
NIPAAm 
Kinetic Swelling Study
Dried gels were swelled in 5 mL of DI water at 25 • C in an isothermal water bath to study equilibrium swelling kinetics. Mass measurements were taken at time points of 0, 0.5, 1, 2, 4, 8, 12, 24, and 48 h. Each sample was removed from the water bath, dabbed dry with Kimwipe to remove excess surface water, and weighed. The mass swelling ratio was defined as the swollen mass divided by the dry mass, as shown in Equation (1), where M swollen is the wet weight measured at each time point, and M dry is the dry mass after freeze-drying. q = M swollen /M dry (1)
Temperature Dependent Swelling Study
To determine the temperature responsiveness of the gels, gels discs were swelled in 5 mL of DI water at different temperatures for 24 h to reach equilibrium swelling. Swelling ratios were measured at temperature increments of 5 • C from 10 to 50 • C. A reversible swelling study was conducted to ensure that the swelling response of the gels was repeatable. Gels were cycled for three times in an isothermal water bath from swollen at 25 • C to collapsed at 50 • C. The mass of the gel was recorded after reaching the swelling equilibrium by 24 h.
LCST Measurements
The LCSTs of the hydrogels were measured using differential scanning calorimetry (DSC Q200, TA instruments Inc., New Castle, DE, USA). Hydrogels were allowed to swell for at least 24 h in DI water for equilibrium. A small piece of gel was gently dabbed dry, and its mass was carefully measured and recorded. The sample was then hermetically sealed in the T-zero pan in order to eliminate the possibility of water evaporation, and placed along with a reference pan on heaters. Samples were heated from 10 to 50 • C at a rate of 2 • C/min under a dry nitrogen atmosphere at a flow rate of 50 mL/min.
